Kojic acid
Introduction
Kojic acid (KA), 5-hydroxy-2-(hydroxymethyl)-4H-pyran-4-one ( Fig. 1) , was initially obtained from Aspergillus oryzae cultivated on steamed rice (named as "koji" in Japanese) in 1907. 1, 2 This whitening agent could be crystallized as colorless and prismatic needles and chemically classified as a multifunctional, reactive ␥-pyrone with weakly acidic properties. 2, 3 KA as a secondary metabolite was usually biosynthesized by several Aspergillus and Penicillium species as well as some bacterial strains like Acetobacter and Brevibacterium. 2, 4, 5 It has several biotechnological applications and widely used in various area including food, medical, and chemical industries. 6−8 In addition, KA as a metal chelating agent with tyrosinase inhibition ability has been extensively applied in cosmetic and pharmaceutical industries. 7, 9, 10 Such valuable metabolites production improvement could be attained either by manipulation of the microbial strains or optimization of the fermentation process. 11, 12 Random mutation and selection the best mutant possess extensive application for improvement of the industrially valuable strains. 13, 14 Simple irradiation by ultraviolet (UV) light or gamma ray might induce a mutant with overproduction ability for a selected metabolite which can increase the efficiency and productivity. 15, 16 Medium optimization and mathematical modeling are among other procedures applied for overproduction of a metabolite in biotechnology. [16] [17] [18] [19] Growth of cells and metabolite concentrations are highly influenced by medium compositions and culture conditions. 16, 20 It is not easy to investigate all the effective factors and their optimum levels by traditional method which evaluates one factor while keep other factors constant. [20] [21] [22] [23] Design of experiments is a group of mathematical and statistical techniques to decrease the total number of experiments, thus aiming for reduction of both costs and time. 18, 20, 21 The present study was aimed to develop an Aspergillus mutant strain with high ability of KA production using UV irradiation method. Furthermore, the main factors affecting KA biosynthesis by the selected mutant were screened and the related model was evaluated. On the other hand, this research tried to increase KA production by a simple mutation method combined with medium optimization using statistical experimental design. 
Materials and methods

Chemicals and fungal strains
Determination of KA concentration
For determination of KA concentration, Bentley's modified method was used based on the complexation of KA with Fe 3+ ions and subsequent measurement the absorbance of the produced red complex at 500 nm. 24 Briefly, 100 L from different concentrations of KA (1-32 mg/mL) was transferred to the test tubes containing 900 L of deionized water and 2 mL of the freshly prepared FeCl 3 (0.06 M) in HCl (0.1 M) was added. After mixing the reagents with 12 mL of deionized water, the absorbance of the mixtures was measured at 500 nm using a UV-Vis spectrophotometer (UV-1800, Shimadzu Corporation, Tokyo, Japan). Deionized water was replaced by KA stocks as blank. All of the above-mentioned procedures were repeated three times on three different days and the mean of absorbencies was used for drawing the suitable standard curve.
Screening of KA producers
Into 50 mL of sterile defined medium consisting glucose (30 g/L); NaNO 3 (2 g/L); KH 2 PO 4 (1 g/L); MgSO 4 ·7H 2 O (0.5 g/L); KCl (0.5 g/L); and FeSO 4 ·7H 2 O (0.01 g/L) 1 mL of spore stock suspension (1 × 10 8 spore per mL) of A. flavus, A. fumigatus, A. terreus, A. niger, and A. oryzae was separately added and each 250-mL inoculated Erlenmeyer flask was then incubated in a shaker incubator (30 • C, 150 rpm) for a period of 30 days. Interval samples (1 mL) were consequently withdrawn aseptically each 24 h. Fungal cells were then harvested by centrifugation (6000 × g, 20 min) and the obtained supernatants were used to determine the KA concentrations in the media in comparison with that of the blank (the supernatant obtained from the un-inoculated media) as previously described (see "Determination of KA concentration" section). These experiments were reiterated three times on various days.
UV-induced mutagenesis
The highest KA producer strain was cultivated on potato dextrose agar (PDA) plates for seven days at 30 • C. Then, the produced spores were collected and washed in triplicate with sterile normal saline by sequential centrifugation (7000 × g, 10 min). Different test tubes containing the spore suspensions in sterile normal saline solution (OD 600 , 0.1, 4 mL) were then exposed to UV light in a cabinet containing UV lamp (255 nm) placed at 20 cm distance from the test tube surface. After 5 min, 10 min, 20 min, and 40 min each UV exposed spore 
Screening of high KA producer mutants and determination of culture conditions
Screening of mutants with the ability for production of KA was done in 96-well microplates. Firstly, 100 L of UV induced mutant spores (OD 600 , 0.1) survived from the previous section were separately transferred to wells containing PDB (100 L).
After 24 h, 48 h, and 72 h incubation at 30 • C, 10 L of ferric chloride solution (1%) were separately added to each well and the absorbance was then measured at 500 nm with a Synergy 2 multimode microplate reader (Biotek, USA). The mean of absorbance from three independent tests was used for comparing with the results from cells which did not expose to UV light and selecting the high KA producer mutant. 14 The selected mutant was then preserved at −80 • C in glycerol (20%) supplemented SDB medium. Thereafter, one mL spore suspension (1 × 10 8 spores per mL) obtained from the wild-type cells and the selected mutant was separately cultivated in 250-mL Erlenmeyer flasks containing the defined medium (50 mL) with and without shaking (30 • C, 30 days) and KA concentration was periodically measured.
Experimental design
A two-step experimental design was used for screening the most effective factors in KA production by the selected Aspergillus mutant and for developing a mathematical model for optimal conditions. The factors including, glucose concentration (X 1 ), yeast extract concentration (X 2 ), KH 2 PO 4 amount (X 3 ), initial pH of culture media (X 4 ), and (NH 4 ) 2 SO 4 concentration (X 5 ) were selected. Table 1 exhibited the range of the selected factors. Fractional factorial design (FFD) was then applied to screen the most efficient factors affecting KA production. Statistical software, Design-Expert version 7.0.0 (Stat-Ease, Inc., Minneapolis, MN, USA), was employed for designing a 2 5−1 FFD with 5 center points ( Table 2 , Run 1-21).
Coding of the variables was done according to the following equation: where x i is the coded value of an independent variable, X i is the independent variable's real value, X i;0 is the independent variable's real value at the center point, and X i is the step change value. Dependent variable (or response) was defined as KA concentration. The runs were randomly carried out trying to nullify the effect of nuisance variables. After analyzing the results and finding a significant curvature, the 2 5−1 FFD was augmented to a central composite design (CCD) by adding 12 new experiments (Table 2, Run 22-33) to the previous design. The chosen variables can be related to the response by the model as shown in the following equation:
In this equation Finally, the predicted model was affirmed for variables applied in the design.
Data analysis
Design-Expert version 7.0.0 statistical software was used for analysis of the results. The coefficient of determination, R 2 was applied for evaluating the qualities of the fitted model. In addition, analysis of variance (ANOVA) together with the F-test was used for assessing the effects and p ≤ 0.05 was considered as significant. The location of the optimum was estimated by solving the fitted model. showed that few variants exhibited more intense deep red color than the wild strain after adding ferric chloride solution (1%). The C 4-5 , C 5-10 , C 3-20 , and C 2-40 mutants exposed to UV light for 5 min, 10 min, 20 min, and 40 min, respectively were selected as high KA producers (Fig. 2B) . Fig. 3 exhibited the time course of KA production by A. terreus and C 5-10 mutant cultured in defined media with and without shaking at 30 • C. For wild and selected mutant strain the maximum KA production was observed 13 days after the spore inoculation in static incubation condition (2.9 g/L and 7.62 g/L, respectively).
Results
Screening
Experimental design
Five medium ingredients were assessed at selected levels ( Table 1 ). The KA concentration results for an augmented 2 5−1 FFD with the levels in coded units are represented in Table 2 . The response range was from 1.0 g/L to 118.2 g/L thus, a logarithmic transformation was required. To summarize the analysis of the response effects and evaluate the significance of the model terms, the ANOVA table was created (Table 3) . A second-order polynomial expression was fitted on CCD results. The fitted model (in the terms of coded values) for estimating KA production by the selected mutant was: 
To support the hierarchy of the model, X 4 and X 5 were not eliminated. The calculated F-value (24.9) for the selected model implied that it was significant ( Table 3 ). The related residual vs. predicted response obtained from the final model is illustrated in Fig. 3 from which a nearly constant variance throughout the response range was obvious. The 3-D counter plots were shown in Fig. 4 supported by the selected model.
Discussion
Screening of different species of Aspergillus genera to obtain a high level KA producer was previously reported by El-Kady et al. 8 among which A. flavus, A. phoenicis, and A. wentii were found to produce 5 g/L of KA in submerged fermentation. In another study, Hazzaa et al. 2 KA higher than its wild strain. The amount of KA produced by C 4-5 , C [3] [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] [14] [15] [16] [17] [18] [19] [20] , and C 2-40 mutants was significantly higher than their wild A. terreus (p < 0.05) after 13 days incubation (30 • C, 150 rpm). Furthermore, it was found that C 5-10 was the most potent KA producer mutant (7.62 g/L, p < 0.05). Similar results were reported by Mohamad et al. 3 who observed a 100-fold increase of KA productivity of A. oryzae ATCC 22788 after UVinduced mutagenesis. El-Aziz1 4 found that the KA yield of the most efficient UV-induced mutant was 120% higher than the wild strain of A. flavus. Incubation with shaking significantly reduced the KA production yields by A. terreus and C 5-10 mutant (p < 0.05, Fig. 5 ). These results were in contrast with the results reported by El-Aasar 1 who observed that both mycelial growth rate and KA production of A. parasiticus decreased in the static fermentation states compared with those of shaking cultures.
In the first step of the optimization procedure, identification of the medium component(s) harboring significant effect on KA production by C 5-10 mutant was aimed. For glucose (X 2 ) the measured p-value was less than 0.05 (Table 3) , so this parameter had a significant effect on KA production by C 5-10 mutant. Hassan et al. 25 showed that glucose was the best carbon source for KA production followed by sucrose, fructose, and starch, which enhanced the KA amount to 49.0, 38.0, 34.0, and 26.0 g/L, respectively. Glucose, as a monosaccharide, was used as a carbon source for biomass built-up and it was also used as a suitable precursor for KA biosynthesis by Aspergillus strains. 3, 25 Kitada et al. 26 reported that all supplied glucose at the concentration of 25 g/L and 50 g/L was consumed for biomass built-up by A. oryzae. However, the highest KA production by A. oryzae (24.2 g/L) was obtained in the presence of 100 g/L of glucose in the culture media. 26 Analysis of variance of the obtained results in the case of yeast extract (X 2 ) showed that this factor was also significantly affected the KA production by C 5-10 mutant (p < 0.05) ( Table 3) . Organic nitrogen sources are generally better than inorganic nitrogen supplements for KA fermentation due to the presence of buffering system, vitamins, and oligoelements. 7, 27 Beside the peptone and polypeptone, yeast extract has been reported to be a favorable organic nitrogen source for KA production. 1, 16 However, Kwak and Rhee 28 reported a high production yield for KA (83 g/L) by A. oryzae using a mixture of yeast extract and (NH 4 ) 2 SO 4 as nitrogen sources.
For KH 2 PO 4 (X 3 ) the measured p-value was less than 0.05 (Table 3) , so, this factor was also considerably affected the KA production by C 5-10 mutant. Rapid KA production was previously observed in the culture broth containing phosphate ranging from 0.55 mM to 13.72 mM. 3, 29 On the other hand, Coupland and Niehaus 30 reported that production of KA by A. flavus was not influenced by phosphate concentrations in the range of 0.1 mM to 100 mM.
Previous studies confirmed that the optimal pH for biosynthesis of KA by different strain of A. oryzae was ranged from 3 to 6. 16, 25 Rosfarizan et al. 31 considered that the highest KA production achieved at the pH range of 2-3. In another study, it was found that the maximum KA was biosynthesized by A. oryzae var. effusus NRC14 and A. flavus NRC13 in a culture medium with initial pH equal to 4. 2 Katagiri and Kitahara 32 reported that the optimal pH of cultural media (pH 5) for A. oryzae growth was significantly higher than optimal pH for KA production (pH 2.4). However, in the present study the KA production of the mutant strain C 5-10 was not significantly affected by pH (X 4 ) and (NH 4 ) 2 SO 4 amount (X 5 ) within the tested levels (Table 3 ).
For fitted model (Eq. (3)), the measured p-value indicated the significant model with a probability level of 95%. In addition, the significant F-value of the model revealed that there was only 0.01% chance that the "Model F-value" was take place by noise. The relatively high value of R 2 = 0.9475 implied that the model was a significant fitness. Also, "lack of fit F-value" was measured as 0.29 which was not different from the pure error. There is a 97.5% chance that this F-value for lack of fit could occur due to the noise. The predicted R 2 (0.7967) was reasonably confirmed by adjusted R 2 (0.9095). A desirable signal to noise ratio was confirmed by measured adequate precision (23.2) , thus the selected model can be used in the design space. Adequate precision values mentioned above supported the hypothesis that the model equation was sufficient to describe the response of the experimental observations relating to the KA production. The predicted KA concentrations by the selected model are given in Table 2 which exhibited a good agreement between the predicted and experimental data. Furthermore, the optimal level of three effective factors was determined to be 98.4 g/L of glucose, 1.0 g/L of yeast extract, and 10.3 mM of KH 2 PO 4 obtained by alteration the factor levels of the selected model. By replacing these levels in the selected model an optimal amount of 120.2 g/L KA was predicted. The suggested optimum medium composition was repeatedly (three times) used for testing the model adequacy. The KA concentration in these three independent experimental tests was 109.0 ± 10 g/L which exhibited a suitable agreement with the predicted results. Fig. 4A exhibited the response surface curve for the constant level of KH 2 PO 4 (10.3 mM) while glucose and yeast extract were changed within their experimental levels. The minimum response (1.5 g/L) occurred when both glucose (50 g/L) and yeast extract (0.50 g/L) were at their lowest level. The obtained results showed that in the presence of high level of yeast extract (1 g/L) and glucose (100 g/L) the maximum level of KA production occurred (Fig. 4A) . Furthermore, when glucose was at low or high levels, KA production by C 5-10 mutant was not considerably changed at a low level of yeast extract (0.5 g/L) (Fig. 4A) . Analysis of the response at the different levels of the factors revealed that there is a remarkable interaction between glucose and yeast extract at the optimum level of KH 2 PO 4 . At the optimum level of yeast extract (1 g/L), minimum response (2.45 g/L) was observed with a low level of glucose (50 g/L) and high level of KH 2 PO 4 (14 mM) (Fig. 4B ). When KH 2 PO 4 was at low or high levels, the production of KA by C 5-10 mutant was not significantly different at the high level of glucose (p < 0.05) (Fig. 4B) . Furthermore, biosynthesis of KA by C 5-10 mutant in the presence of 0.5 mM KH 2 PO 4 was significantly higher than 14 mM at a low level of glucose (Fig. 4B) . Also, the attained results suggested a considerable interaction between glucose and KH 2 PO 4 at the optimum level of yeast extract.
Conclusion
The present research was aimed to produce a mutant strain of A. terreus with high ability for KA biosynthesis using a conventional UV-induced mutagenesis method followed by application of fractional factorial design to optimize culture media components required for KA production. pH and (NH 4 ) 2 SO 4 were established not to be very important factors considering to KA production assisted by the mutant strain of C 5-10 , while glucose, yeast extract, and KH 2 PO 4 were represented the significant effect on such ability. Finally, the optimum medium composition for biosynthesis of KA by C 5-10 mutant was determined as follows; glucose (98.4 g/L), yeast extract (1.0 g/L), KH 2 PO 4 (10.3 mM), initial pH of culture media equal to 2.1, and (NH 4 ) 2 SO 4 (0.82 g/L). More than 50-fold overproduction of KA by C 5-10 mutant strain of A. terreus was achieved using simple mutagenesis and medium optimization methods. However, further studies must be performed to merit potential application of this strain for large-scale production of KA.
Conflicts of interest
The authors declare no conflicts of interest.
